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Extension-Trapping SNP Assay 
Highly Stringent Annealing Conditions (gDNA is biotinylated prior to assay) 
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Reduced Genome Single Base Extension Assay 
Stringent Annealing Capture and Wash 



Fragmented gDNA 
No solid support 




U1 




First extension wash 
Elute gDNA 
Anneal second primer 



Extend 
Wash 
PCR amplify 



.U1 



C 
G 



Precipitate 

Add primers and 4'dye.ddNTP set 



C 
G 



First extension can have 
ddNTPs depending on average 
length of gDNA fragments 



U2 



UZ PCR primer can be biotinylated 
in this step to allow single stranded 
' template for the SBE 



U2 



ddATP - & 
ddGTP-^ 

ddCTP-^ 
ddTTP - & 



Single base extension may 
be cycled in order to improve 
signal and s/n ratio . 



Hybridize to array and image 



FIG.. 2 



Title: MULTIPLEX NUCLEIC ACID REACTIONS 
Inventors: Cheeetal. 
Filing Date: July 15, 2003 
Serial No.: 10/620,852 
Attorney CI ient-Matter No. : 67234-0 1 5 
Tel: 858-535-9001 



5/28 



Complexity Reduction and Multiplex Assay 
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Complexity Reduction and Multiplex Assay 
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Complexity Reduction and Multiplex Assay 
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Complexity Reduction and Multiplex Assay . 
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Solid Phase Locus-Specific Primer Extension 

Starting' material is immobilized, . single stranded universal PCR product. 
There are several ways to generate this. 

Allele specific oligonucleotide 
hybridization and stringent wash 




Elute, hybridize to array and image 
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Alternate Labeling Scheme for Primer Extension (High Signal) 
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Simplified OLA-PCR Assay Format 

Genomic / mRNA template 
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